black ginseng hypercholesterolemia lipogenesis messenger RNA a b s t r a c t Background: Ginseng (Panax ginseng Meyer) is a well-characterized medicinal herb listed in the classic oriental herbal dictionary as "Shin-nong-bon-cho-kyung." Ginseng has diverse pharmacologic and therapeutic properties. Black ginseng (BG, Ginseng Radix nigra) is produced by repeatedly steaming fresh ginseng nine times. Studies of BG have shown that prolonged heat treatment enhances the antioxidant activity with increased radical scavenging activity. Several recent studies have showed the effects of BG on increased lipid profiles in mice. In this study report the effects of water and ethanol extracts of BG on hypercholesterolemia in rats. To our knowledge, this is the first time such an effect has been reported. Methods: Experiments were conducted on male Sprague Dawley rats fed with a high-cholesterol diet supplemented with the water and ethanol extracts of BG (200 mg/kg). Their blood cholesterol levels, serum white blood cell levels, and cholesterol-metabolizing marker genes messenger RNA (mRNA) expression were determined. Liver and adipose tissues were histologically analyzed. Results: We found that BG extracts efficiently reduced the total serum cholesterol levels, low-density lipoprotein (LDL) levels with increased food efficiency ratio and increased number of neutrophil cells. It also attenuated the key genes responsible for lipogenesis, that is, acetyl-coenzyme A (CoA) acetyltransferase 2, 3-hydroxy-3-methyl-glutaryl-CoA reductase, and sterol regulatory element-binding protein 2, at the mRNA level inside liver cells. Furthermore, the BG extract also reduced the accumulation of fat in adipose tissues, and inhibited the neutral fat content in liver cells stained with hematoxylin and eosin and oil red O. Conclusion: Administration of BG extracts to Sprague Dawley rats fed with high-cholesterol diet ameliorated hypercholesterolemia, which was mediated via modulation of cholesterol-metabolizing marker genes. This data throw a light on BG's cardioprotective effects.
Introduction
Hypercholesterolemia is a serious problem faced by many countries. Hypercholesterolemia is a major concern for health professionals, because it is one of the primary risk factors for the development and growth of cardiovascular diseases such as atherosclerosis and its complications, acute infarction of the myocardium or hypertension, accumulation of low-density lipoproteins (LDLs), stroke, and cerebral infarctions [1, 2] . Dietrelated chronic diseases such as type 2 diabetes, cardiovascular diseases, several types of cancer, and increased morbidity and mortality can be attributed to obesity and overweight. In general, obesity occurs due to an imbalance between energy intake and energy output. An imbalance in this ratio results in accumulation of fat inside adipose tissues and elevated LDLs inside blood and other fat-accumulation organs [3] . Although allopathic drugs provide a quick relief and show rapid effects for mitigating cardiovascular anomalies, their serious side effects cannot be ignored. Therefore, increasing attention is paid to utilizing natural products for alleviation of these chronic diseases.
Ginseng and ginsenosides have been studied for a long time for their therapeutic effects on body vitality, the immune system, various types of cancer, inflammatory anomalies, nervous system disorders, reproductive system functioning, and cardiovascular diseases. Studies in the past have demonstrated ginseng's potent suppressing effects on in vitro pancreatic lipase activity as well as its ability to reduce obesity and plasma lipid profile in rodents fed with high-fat diet [4, 5] . Here our compound of interest is black ginseng (BG). BG is prepared from raw ginseng by steaming it nine times at a high temperature for approximately 3 h up to the point where it becomes black. At this point, the BG possesses better qualities than red ginseng, including better anti-inflammatory, antimetastatic, and antioxidant effects [6] . This pharmacologically active agent has been studied for many aspects previously, however, its effects on hypercholesterolemia have not yet been studied in detail. We used both water and ethanol extracts of BG in this study. Because the ethanol extract has already been identified for its therapeutic effects, we aimed to investigate the effects of the water extract. Herein, we report for the first time the amelioration of hypercholesterolemia in high-cholesterol-fed rats by the water and ethanol extracts of BG. Our results show that the water and ethanol extracts of BG effectively lowered the total serum levels of cholesterol. It also increased the food efficiency ratio (FER) as well as the differential white blood cell (WBC) count. The key gene markers for fat metabolism such as acetyl-coenzyme A (CoA) acetyltransferase 2 (ACAT2), sterol regulatory element-binding protein 2 (SERBP2), and 3-hydroxy-3-methyl-glutaryl-CoA reductase (HMG-CoAr) were also reduced by the BG extract at the messenger RNA (mRNA) levels. Moreover, the histopathological images also show reduction in fat accumulation in liver and adipose tissues. Therefore, in a nutshell, BG appears to be a promising antihypercholesterolemic agent.
Materials and methods

Sample preparation
Black ginseng (BG) was prepared according to the procedures described in previous reports, but with some minor modifications [7, 8] . In brief, the BG sample was ground in a cutting mill to pass through a 50-mesh sieve to obtain a fine powder and then extracted in 10-times volume of distilled water or 50% ethanol (V/ W) at 80 C for 8 h in a water bath. It was then extracted again in seven-times volume of distilled water at 80 C for 8 h, which was repeated once more (third-time extraction). The total extract solution was filtered through a filter paper (medium fast: CHM F1001, CHMLAB GROUP, Barcelona, Spain). The filtrate solution was then concentrated in a low-vacuum evaporator at 60 C, and the water extract (water content 34.45%) and ethanol extract (35.55%) were prepared as the test samples.
Animals and experimental diets
Male Sprague Dawley rats, 8-wk-old, were obtained from Central Lab Animal Inc. (Seoul, Korea) and housed in standard conditions with free access to chow and water. All animals were acclimated for 1 wk before use. All in vivo experiments were conducted in accordance with internationally accepted guidelines in a specific pathogen-free facility, and the protocols were approved by Sprague Dawley rats were supplemented with a high-fat diet and black ginseng (BG) extracts for 4 wk and after completion of the experimental period, the food efficiency ratio (FER) was calculated as follows: FER ¼ (food intake/body weight gain) Â 100. EtOH, ethanol. the Institutional Animal Care and Use Committee of Daejeon University (Daejeon, Korea). Rats were fed a pelletized chow diet for 1 wk and according to diet and treatment with BG extracts, they were randomly divided into five groups (n ¼ 5 in each group). The first group was given normal chow diet with only vehicle treatment. The second group was considered the negative control group and was given only cholesterol diet. The remaining three groups were given high-cholesterol diet and treated with lovastatin (20 mg/kg; LOVA), water extract of BG (200 mg/kg, BG_water), and ethanol extract of BG (200 mg/kg, BG_ethanol). The efficacious dose of water and ethanol extracts of BG (i.e., 200 mg/kg) was chosen based on the reports of previous studies indicating this dosage exerts sufficient anti-inflammatory and antioxidant effects [6] . The composition of the experimental diet was according to Paigen atherogenic rodent diet (D12336; Research Diets, Inc., NJ, USA) [9] . Rats were provided access to food and water ad libitum during the 4-wk study period.
Blood biochemical analysis
At the end of 4 wk, all rats were killed and serum samples were collected after overnight fasting. Fresh whole blood was taken directly from the heart of animals into tubes containing 18 mg of EDTA (for whole-blood hematology) and sodium heparin (for plasma fraction). An automatic hematology analyzer (Sysmex XE-2100D; Sysmex Corporation, Kobe, Japan) was used to perform a complete blood cell count on each blood sample, which included obtaining platelet counts, WBC counts, and WBC differential counts. Total cholesterol (TC), high-density lipoproteins (HDLs), LDLs, triglycerides, and creatinine levels were analyzed using the enzymatic method (FUJI DRI-CHEM 4000i, FUJIFILM, Tokyo, Japan).
Histological analysis
The liver, kidneys, and adipose tissues were fixed overnight in 10% formalin solution, dehydrated, embedded in paraffin, and cut into 5-mm sections. Cross sections of these tissues were stained with hematoxylin and eosin (H&E) and oil red O.
RNA extraction and real-time polymerase chain reaction for liver tissues
For the mRNA expression of ACAT2, SERBP2, and HMG-CoA, total RNA was extracted from the liver tissues using TRIzol reagent (Invitrogen, Carlsbad, CA, USA) following the manufacturer's instructions and as previously described, but with little modifications [10] . In brief, 1 mL TRIzol reagent was added to 100 mg of the liver sample and the tissues were homogenized using a power homogenizer. The samples were then incubated at room temperature for 5 min to permit complete disassociation of nuclear proteins. The remaining steps were carried out as described previously [10] .
Statistical analysis
The results were presented as the mean AE standard error of the mean. One-way analysis of variance followed by Dunnett t test was used for statistical analysis. SAS 9.3 (SAS institute Inc, Cary, NC, USA) was used for statistical analysis. All p values < 0.01 and < 0.05 were considered statistically significant.
Results
Effects of BG extract on body weight, FER, and organ weights
The effects of BG during the experimental procedure are shown in Fig. 1 and Tables 1 and 2 . Upon supplementing high-cholesterol diet to the animals, there is an increase in body weight from approximately 250 g to 400 g, which decreases following treatment with lovastatin and water extract of BG. The FER increases significantly when using the water extract of BG up to 23%, indicating that BG extracts have positively increased the energy output in accordance with the input content of feed. The mean liver and kidney weights are significantly reduced following treatment with BG extracts.
BG extracts lowered the levels of TC and LDL in serum
The TC and LDL levels are the markers for increased accumulation of harmful cholesterol in the body. As can be seen from Figs. 2A and 2B, BG extract has significantly lowered the levels of TC and LDL cholesterol from the serum, indicating that this extract exhibits outstanding antihypercholesterolemic properties. However, its effect on the HDL level was insignificant (Fig. 2C). 
Blood analysis
As shown in Fig. 3A , the BG extract increased the levels of whole WBC counts, compared with the negative control. However, no change was observed in the levels of platelet count in any of the groups except the vehicle-treated group (Fig. 3B) . In the case of differential WBC count (Fig. 3C) , there was a remarkable increase in the levels of neutrophils in the group treated with the water extract of BG, compared with the negative control group. (C) WBC differential count, however, showed a significant increase in neutrophils by percentage. Bar diagram is mean AE standard deviation (n ¼ 4). *p < 0.05 is considered statistically significant.
Their respective levels indicate the amount of cholesterol being formed and stored inside hepatocytes. From Figs. 4Ae4C, it can be seen that the BG extracts significantly diminished the levels of these aforementioned genes when compared with the housekeeping glyceraldehyde-3-phosphate dehydrogenase (GAPDH) gene.
Histological effects of BG extracts on liver and adipose tissue
The BG extract attenuated the accumulation of cholesterol in hepatocytes, compared with negative control cells (Fig. 5A) . Similarly, following oil red O staining for liver sections, we observed that the negative control showed intense excessive red staining, compared with that of the BG extracts-treated groups in which the staining intensity was more close to that of the vehicletreated group (Fig. 6) . Using H&E staining for adipose tissue (Fig. 7) , there is an increase in the size of cells in the negative control group, compared with that of the BG extracts-treated group in which the size of cells and accumulation of cholesterol are close to the normal vehicle-treated group. These histological data are in close conformity with BG's antihypercholesterolemic effects.
Discussion
The risk of accumulation of excessive cholesterol inside the body and cardiovascular diseases is a serious concern for health professionals all over the world in the 21 st century [11] . Ginseng has long been used for the treatment of heart failure and to protect against tissue damage under cellular and environmental stress without any side effects [5] . Therefore, in nutshell, several studies were carried out on the cardioprotective effects of ginseng. However, little is known about the effect of BG on hypercholesterolemia.
Although one previous report has indicated the antiobesity effects of ethanol extract of BG in mice [7] , we have demonstrated, in this study, the antihypercholesterolemic effects of water and ethanol extracts of BG in rats with particular explanation in relation to mRNA expressions of genes that are specific to cholesterol metabolism and histological staining of the adipose tissue. In this study, we found that both water and ethanol extracts of BG decreased the TC and LDL cholesterol levels of serum ( Figs. 2A and 2B) . However, the HDL cholesterol levels of serum remain unaffected. It indicates that BG extract can efficaciously reduce the levels of extract at a dose of 200 mg/kg, there was an observable increase in body weight gain and FER ( Fig. 1 ; Table 1 ). The increase in FER indicates that the BG extract helped in metabolizing energy and increasing the output. With regard to the white blood differential count, there was a remarkable increase in the number of neutrophils with BG extract (Fig. 3C ). Rats treated with the ethanol extract of BG showed a significant decrease in mean liver and kidney weights ( Table 2 ). The increase in weights of the liver and kidneys in this case would imply the accumulation of LDLs inside the fat-accumulating cells, which was ameliorated by the BG extract. ACAT2 is the most preferred target for studies related to hypercholesterolemia and coronary heart diseases. ACAT2 deletion causes lowering of lipoproteins inside the body [12, 13] . In this study, we found the ACAT2 expression was significantly downregulated in murine hepatocytes when compared with GAPDH as a housekeeping gene (Fig. 4A) . HMG-CoAr is a rate-limiting step for the cholesterol synthesis pathway [14, 15] . This enzyme is also a potent target for lovastatin, a predominant drug for atherosclerosis and hyperlipidemia; in fact, lovastatin is also called "HMG-CoA reductase inhibitor" [16] . The BG-treated groups in our experiments represent a significant lowering of the mRNA expressions of HMG-CoAr inside liver cells (Fig. 4B ). There is a pair of transcription factors termed "SREBPs" that are important for biosynthesis of cholesterol and its uptake from plasma LDL [17] . Research has suggested that SREBP is increased in normal conditions; however, Fig. 5 . Histological changes in liver brought about following treatment with black ginseng (BG) extracts. "A" refers to normal vehicle-treated tissue, "B" refers to negative control tissue (high-cholesterol-treated rats), "C" refers to lovastatin with high-cholesterol-diet-treated rats (LOVA), "D" refers to water extract of black ginseng-treated and highcholesterol diet rats (200 mg/kg, BG_water), and "E" refers to black ginseng ethanol-treated and high-cholesterol-fed diet rats (200 mg/kg, BG_ethanol). The fat accumulation inside the BG-treated groups is less than that of the negative control group. Arrow in image b indicates the accumulation of fat in hepatocytes.
with lovastatin treatment the SERBP2 levels are degraded [18] . Similarly, our findings have shown that BG extracts reduced the levels of SREBP mRNA inside the liver (Fig. 4C) .
Prolonged access of mice to a high-fat diet culminates in increased liver mass, hepatic steatosis, and hyperlipidemia [7, 19] . The H&E staining for liver parenchyma showed less alteration in the central vein and sinusoidal spaces compared with that of positive control hepatocytes where there is increase in the size of cells due to fat accumulation, indicating steatohepatitis (Fig. 5) . The oil red O staining of adipose cells in the liver is also less intensified for positive control cells with maximal accumulation of cholesterol, indicating steatosis in liver cells (Fig. 6) . For the H&E staining of adipose tissues, it is clearly demonstrated that the size of fat cells in the BG-treated groups is near to normal when compared with that of positive control cells in which fat cells are highly accumulated with cholesterol as depicted by increase in the size of cells (Fig. 7) .
In conclusion, the administration of BG extracts in Sprague Dawley rats with high-cholesterol diet lowered the LDLs cholesterol levels, caused an elevation in the serum triglyceride levels, and increased the food efficiency. Moreover, with respect to the liver metabolic marker genes, the mRNA expressions of ACAT2, SREBP 2, and HMG-CoAr were inhibited by ethanol and water extracts of BG. The histological changes brought about by the highcholesterol diet in liver and adipose tissues were reverted by the BG extracts, as confirmed by the H&E and oil red O staining results. From this first report on the hypercholesterolemic effect of ethanol and water extracts of BG in rats, it can be concluded that these extracts may be studied in the future as a functional food for various cardiovascular-related anomalies (Figs. 6 and 7) . 
